Abstract. increasing evidence has suggested the crucial role of the dysregulation of micrornas (mirnas) in osteosarcoma (oS) progression. Microrna (mir)-330-5p has been reported to exert tumor suppressive effects in various types of human cancer. However, the role of mir-330-5p in the development of OS and the underlying mechanism remain to be clarified. in the present study, mir-330-5p expression was found to be significantly decreased in OS tissues and cell lines. In addition, low mir-330-5p expression was highly correlated with the overall survival and clinical stage of oS. overexpression of mir-330-5p inhibited the viability, migration and invasion, and promoted the apoptosis of oS cells, as well as induced cell cycle arrest at the G 2 /M phase. Subsequently, the proto-oncogene survivin was identified as a functional target of miR-330-5p, and this was validated using a luciferase reporter assay. it was also demonstrated that survivin expression was markedly increased in oS tissues, and that it was negatively correlated with the expression of mir-330-5p. Furthermore, overexpression of survivin significantly abrogated the tumor-suppressive effect induced by mir-330-5p on oS cells. in conclusion, these results revealed that the mir-330-5p/survivin axis has a significant tumor-suppressive effect on oS, and may serve as a diagnostic and therapeutic target for the treatment of oS.
Introduction osteosarcoma (oS) is a primary bone malignancy that mainly occurs in young adults and adolescents (1) . in spite of recent developments in combinational chemotherapy and surgical techniques, the long-term survival of oS patients remains unsatisfactory, with metastatic and recurrent disease observed (2) . Thus, there is an urgent need for exploring the pathogenesis of oS, and identifying novel and efficient biomarkers for predicting the prognosis of oS patients.
Micrornas (mirnas) are a type of highly conserved noncoding rnas with a length of 18-25 nucleotides, which regulate gene expression by binding to the 3'-untranslated regions (uTrs) of their target mrna in order to repress transcription or induce mrna degradation (3, 4) . currently, growing evidence suggests that the involvement of mirnas in multiple cellular processes, including cell apoptosis, proliferation and metastasis (5, 6) . dysregulated mirnas may contribute to the development of numerous types of human cancer, including oS. For instance, an evident increase in mir-378 was reported in oS tissues and cells, while mir-378 overexpression promoted the proliferation of oS cells by targeting Krüppel-like factor 9 (7). liu et al (8) reported decreased expression of mir-935 in oS tissues, and restoration of this expression evidently restricted cell proliferation and invasion. in addition, the study by Yang et al (9) demonstrated that mir-183 suppressed the ldl receptor-related protein 6/Wnt/β-catenin signaling and, thereby, inhibited MG63 cell growth, migration and invasion in vivo and in vitro. Furthermore, dong et al (10) reported that mir-223 was markedly decreased in the serum of oS patients, suggesting that mir-223 may serve as a potential diagnostic and prognostic biomarker of oS.
The aberrant expression of mir-330-5p has been reported in certain types of cancer, including glioblastoma (11) and pancreatic cancer (12) . a study by Wang et al (13) revealed that high mir-330-5p expression was correlated with worse prognosis in patients with breast cancer. it was also reported that miR-330-5p was significantly decreased in cutaneous malignant melanoma (cMM) tissues, and forced expression of mir-330-5p suppressed cMM cell proliferation and invasion (14) . in addition, Wei et al (15) demonstrated that mir-330-5p functioned as an oncogene in non-small cell lung cancer (nSclc) through activating the mitogen-activated protein kinase/extracellular signal-regulated kinase (erK) signaling pathway. nevertheless, the biological function and clinical value of mir-330-5p in oS remain to be investigated.
in the present study, the expression levels of mir-330-5p in oS tissues and cell lines were investigated, and the correlation between mir-330-5p expression and the clinicopathological MicroRNA-330-5p inhibits osteosarcoma cell growth and invasion by targeting the proto-oncogene survivin characteristics of patients was then analyzed. The study also investigated the effects of mir-330-5p expression on the proliferation, invasion, apoptosis and cell cycle distribution of oS cells. in addition, the regulatory mechanisms of mir-330-5p on oS cells, as well as the potential relationship between mir-330-5p and proto-oncogene survivin (also known as baculoviral iaP repeat-containing protein 5) were investigated. The study findings provide novel insights into the role of miR-330-5p in the development of oS.
Materials and methods
Patients and samples. a total of 63 surgically resected oS tissue specimens were acquired from patients with oS at the department of Traumatic orthopaedics at anhui Provincial Hospital, anhui Medical university (Hefei, china) between January 2012 and december 2016. The patients were assigned into two groups according to the presence or absence of metastasis, as determined by radiology. The clinicopathological data of the patients are shown in Reverse transcription-quantitative polymerase chain reaction (RT-qPCR). Total rna was extracted from tissues or cells using Trizol ® reagent (Thermo Fisher Scientific, Inc.) and miRNA was extracted using the mirVana rna isolation kit (ambion; Thermo Fisher Scientific, Inc.), according to the manufacturer's protocols. rna concentration was measured using nanodrop nd-1000 (Thermo Fisher Scientific, inc., Wilmington, de, uSa). rT reactions for mirna detection were performed using a mirna reverse Transcription kit (Qiagen, inc., Valencia, ca, uSa), whereas rT reactions for mrna detection were conducted using the Takara PrimeScript™ First Strand cdna Synthesis (Takara Biotechnology co., ltd., dalian, china). Subsequently, an aBi 7500 system (Thermo Fisher Scientific, Inc.) was used to conduct qPcr using a standard protocol described in the SYBr Green PCR kit (Toyobo Life Science, Osaka, Japan). Briefly, the amplification protocol was set as follows: Initial denaturation at 95˚C for 5 min; followed by 30 cycles of denaturation at 94˚C for 15 sec, annealing at 55˚C for 30 sec and extension at 70˚C for 30 sec. u6 and GaPdH were used as the internal references and to normalize expression data for mir-330-5p and survivin levels, respectively. The sequences of the primers were as follows: mir-330-5p, forward 5'-TcT cTG GGc cTG TGT cTT aGG c-3', reverse 5'-GcT aTc Tca GGG cTT GTT GcT Tca GTc cTc cTG GG-3'; u6, forward 5'-TGc GGG TGc TcG cTT cGc aGc-3', reverse 5'-cca GTG caG GGT ccG aGG T-3'; survivin, forward 5'-Gca cTT TcT TcG caG TTT c-3' , reverse 5'-GTG aGG TGT GcT GTT cGa Ga-3'; GaPdH, forward 5'-aGG TcG GTG TGa acG GaT TTG-3' , reverse 5'-TGT aGa cca TGT aGT TGa GGT ca-3'. The relative expression levels were calculated using the 2 -ΔΔcq method (16) .
Cell transfection. mir-330-5p mimics (5'-TcT cTG GGc cTG TGT cTT aGG c-3'), negative control mimics (mimics nc; 5'-Gcc Taa Gac aca GGc cca GaG a-3'), mir-330-5p inhibitor and inhibitor nc were purchased from GenePharma co., ltd. (Shanghai, china). in addition, the coding domain sequences of survivin mRNA were amplified by PCR and inserted into a pcdna3.0 overexpression vector (pcdna-survivin; invitrogen; Thermo Fisher Scientific, inc.). cells were cultured to 80% confluence and subsequently transfected with mir-330-5p mimics (50 nM), control mimics (50 nM), mir-330-5p inhibitor (50 nM) or control inhibitor (50 nM) using lipofectamine ® 2000 reagent (Invitrogen; Thermo Fisher Scientific, Inc.), according to a previous study (11) . pcdna-survivin (2 µg) and the control empty plasmid pcdna3.0 (2 µg) was transfected into oS cells with lipofectamine 2000, following manufacturer's protocol. Transfected cells were incubated in a 37˚C incubator with 5% co 2 for 24, 48 or 72 h. For cell viability assay, cell apoptosis assay and cell cycle distribution assay, cells were harvested for further experiments after 48 h of transfection at 37˚C. Cell invasion assay and wound-healing assay were performed after 24 h of transfection at 37˚C, and images of the stained cells were captured at the next 24 h.
Cell viability assay.
For the cell viability assay, u2oS and MG63 cells were seeded in a 96-well plate at the density of 5x10 3 cells per well and transfected with the mir-330-5p mimics, mir-330-5p inhibitor or pcdna-survivin. after 24, 48 or 72 h of incubation, the relative viability of the cells was determined using a cell counting Kit-8 (ccK-8) assay (Beyotime institute of Biotechnology, Jiangsu, China). Briefly, 10 µl ccK-8 solution was added to each well and incubated at 37˚C in a 5% CO 2 cell incubator for 90 min. next, the absorbance rates were measured at 450 nm with a SpectraMax M5 reader (Molecular devices, llc, Shanghai, china). all experiments were performed in triplicate.
Cell apoptosis assay. after 48 h of transfection, an annexin V-fluorescein isothiocyanate (FiTc) apoptosis detection kit (abcam, cambridge, uK) was used to detect cell apoptosis, according to the manufacturer's protocol. Following harvesting and washing twice with PBS, the cells were stained with annexin V-FiTc and propidium iodide (Pi), and incubated for 15 min at room temperature in the dark. cell apoptosis was subsequently detected using a FACScan flow cytometer (Beckman coulter, inc., Brea, ca, uSa).
Cell cycle distribution assay. after 48 h of transfection, u2oS and MG63 cells were harvested, washed twice with PBS and fixed with 70% ethanol at 4˚C overnight, washed with PBS twice and incubated with 100 µl RNaseA at 37˚C in dark for 25 min. The cells were washed with PBS and stained with Pi staining solution (50 µg/ml; containing 1 mg/ml rnase a and 0.1% Triton X-100 in PBS). Finally, the cell cycle distribution was assessed with a Bd FacScalibur flow cytometer (Bd Biosciences, San Jose, ca, uSa). experiments were performed in triplicate.
Cell invasion Transwell assays. a cell invasion assay was conducted in a 24-well plate with Transwell chamber inserts (pore size, 8 mm; corning incorporated, corning, nY, uSa). Transfected cells (1x10 5 cells) were placed into the upper chamber with Matrigel (Bd Biosciences), respectively. The lower chamber was loaded with medium supplemented with 10% FBS. Following incubation for 48 h, the cells on the upper surface of the membrane were removed, while the invading cells on the bottom surface of the Transwell chambers were fixed with methanol for 20 min at room temperature and stained with 0.1% crystal violet for 30 min. images of the stained cells were captured, and the number of cells was counted under an inverted microscope (olympus corporation, Tokyo, Japan). The results were averaged among three independent experiments.
Wound-healing assay. u2oS and MG63 cells (2x10 5 per well) were plated onto 6-well plates and cultured until confluence of ~90% was reached. after 24 h of transfection, the plates were scrapped with a 10 µl pipet tip, and the medium was replaced with fresh serum-free medium. initial images were acquired as a reference, and further images of the previously photographed region were collected after 48 h. The percentage of wound-healing rate=[(width at 0 h-width at 48 h)/width at 0 h] x100.
Bioinformatics analysis and luciferase reporter assay.
The mirna target prediction websites, including PicTar (https://pictar.mdc-berlin.de), TargetScan (http://targetscan. org) and mirdB (http://www.mirdb.org) were used to search for the putative targets of mir-330-5p. luciferase complexes were constructed by ligating oligonucleotides containing the wild-type (wt) or mutated (mut) putative target site of the survivin 3'-untranslated region (3'uTr) into the multi-cloning site of the pGl3 luciferase reporter vector (Promega corporation, Madison, Wi, uSa). Subsequently, 293T cells (1x10 5 cells/well) were plated in a 24-well plate and co-transfected with 80 ng of pGl3-survivin-3'-uTr (wt) or pGl3-survivin-3'-uTr (mut) and 50 nmol/l of the mimics or inhibitors (including mir-330-5p mimics, mimics nc, mir-330-5p inhibitor and inhibitor nc) using lipofectamine ® 2000, according to the manufacturer's Table i . association between mir-330-5p expression and clinicopathological features of osteosarcoma patients. protocol. Cells were transfected for 48 h at 37˚C, then luciferase activities were measured using the dual-luciferase reporter assay System (Promega corporation). To correct for differences in transfection and harvesting efficiencies, Renilla luciferase activity was used to normalize the firefly luciferase activity.
Western blot analysis. Total protein was extracted from the cells using radioimmunoprecipitation assay lysis buffer (Beyotime institute of Biotechnology, Shanghai, china), and the total cellular protein concentration was measured using a Bca assay kit (Pierce; Thermo Fisher Scientific, Inc.). Next, total protein samples (40 µg) were separated by 8% SdS-PaGe and subsequently transferred to polyvinylidene difluoride membranes (Ge Healthcare, chicago, il, uSa) by electroblotting. Primary antibodies against survivin (cat no. ab76424; 1:5,000; abcam, cambridge, Ma, uSa) and β-actin (cat no. sc-58673; 1:2,000; Santa cruz Biotechnology, inc., dallas, TX, uSa) were then probed with the proteins on the membrane overnight at 4˚C. Following further incubation with secondary antibodies (cat no. 7076; 1:10,000; cell Signaling Technology, inc., danvers, MA, USA) at 37˚C for 1 h. Protein bands were visualized with an enhanced chemiluminescence kit (Ge Healthcare). Finally, imageJ software (version 1.46; national institutes of Health, Bethesda, Md, uSa) was used to assess the intensity of the bands of interest; the endogenous control β-actin was used to normalize the expression of the selected genes.
Statistical analysis. Statistical analysis was performed using the SPSS program (version 18.0; SPSS, inc., chicago, il, uSa). data are presented as the mean ± standard deviation. Student's t-test or one-way analysis of variance followed by Tukey's post hoc test was used to analyze the difference among two or more than two sample groups, respectively. Spearman's analysis was used to calculate the correlation between the expression of mir-330-5p and survivin. The survival rate of patients was determined using the Kaplan-Meier method, and differences between groups were examined using the log-rank test. P<0.05 was considered to denote a difference that was statistically significant.
Results

Expression of miR-330-5p and its diagnostic value in OS tissues and cells.
To investigate the potential role of mir-330-5p in OS, the expression of miR-330-5p was first determined in 63 oS tumor and 20 benign osteochondroma (control) tissues by rT-qPcr assay. as shown Fig. 1a , compared with the control group, mir-330-5p was significantly downregulated in oS tissues. Furthermore, the expression of mir-330-5p was markedly lower in tumors with distant metastasis as compared with that in tumors without distant metastasis (Fig. 1B) , indicating that mir-330-5p downregulation is associated with oS metastasis. To further determine the clinical value of mir-330-5p, the patients were divided into the high mir-330-5p expression group (n=25) and low expression group (n=38), using the median value of mir-330-5p expression in patients oS as a cutoff point (0.997). The results demonstrated that low mir-330-5p expression was associated with the clinical stage and distant metastasis, but not with age, gender, tumor location and tumor size in the oS patients (Table i) . compared with the patients in the high mir-330-5p expression group, patients in the low miR-330-5p expression group had a significantly lower 5-year overall survival rate (Fig. 1C) . Taken together, these findings indicated that mir-330-5p may serve as an effective biomarker for the prognosis of patients with oS.
mir-330-5p expression levels were also measured in the HoS, u2oS and MG63 oS cell lines. in accordance with the results in oS tissues, the expression levels of mir-330-5p were significantly downregulated in the HoS, u2oS and MG63 cells, as compared with those in normal hFoB1.19 cells (Fig. 1d) . u2oS and MG63 cells were selected for use in further experiments since they exhibited the lowest expression of mir-330-5p.
Overexpression of miR-330-5p inhibits OS cell viability, promotes cell apoptosis and induces cell cycle arrest.
The downregulation of mir-330-5p in oS tissues suggested that mir-330-5p may function as a tumor suppressor in oS progression. To test this hypothesis, mir-330-5p mimics or inhibitor were transfected into u2oS and MG63 cells. Following mir-330-5p transfection, the expression level of miR-330-5p in the OS cell lines was significantly increased when compared with that in the control groups (Fig. 2a) . Conversely, miR-330-5p expression levels were significantly decreased in mir-330-5p inhibitor-transfected cells compared with inhibitor nc-transfected cells (Fig. 2a) . next, the effect of mir-330-5p overexpression on cell viability was examined by a ccK-8 assay. The results revealed that overexpression of miR-330-5p significantly suppressed the viability of U2OS and MG63 cells, as compared with that in the mimics nc group (Fig. 2B and c) . Furthermore, the overexpression of mir-330-5p significantly promoted the apoptosis of u2oS and MG63 cells (Fig. 2d) . cell cycle analysis was further performed to demonstrate the underlying mechanisms by which mir-330-5p affected the cell viability. Flow cytometric analysis revealed that the overexpression of mir-330-5p in u2oS and MG63 cells significantly increased the number of cells at G 2 /M phase ( Fig. 2e and F) . Taken together, these results suggested that mir-330-5p inhibited cell proliferation by inducing apoptosis and cell cycle arrest at G 2 /M phase.
Overexpression of miR-330-5p inhibits the invasion and migration abilities of OS cells.
Since the metastatic ability of oS is a critical factor in the poor prognosis of patients, the present study examined whether mir-330-5p is able to modulate the metastatic ability of oS cells using Transwell invasion and wound healing assays. as shown in Fig. 3a and B, overexpression of mir-330-5p in u2oS and MG63 cells significantly decreased the cell invasion ability as compared with the mimics nc group. Similarly, the wound healing assay demonstrated that overexpression of mir-330-5p clearly decreased the cell migration distance as compared with that of cells transfected with negative controls (Fig. 3c and d) . collectively, these data suggested that mir-330-5p suppressed the metastatic ability of oS cells.
Survivin is a direct target of miR-330-5p.
Several studies have reported that mir-330-5p is involved in tumor progression via targeting the 3'-uTr of its target genes (11, 14) , including Muc1, iTGa5 and Pdia3 (17) . To identify new potential target genes of mir-330-5p, the databases PicTar, TargetScan and mirBase were searched for candidate genes. Bioinformatics analysis revealed a mir-330-5p binding site in the 3'-uTr of survivin (Fig. 4a) . in addition, it was observed that the mRNA level of survivin was significantly upregulated in oS tissues compared with the control group (Fig. 4B) , and mir-330-5p expression was inversely correlated with survivin expression in oS tissues (r=-0.8696; P<0.01; Fig. 4c ). To validate whether the 3'-uTr of survivin is a functional target of mir-330-5p, a luciferase reporter assay was performed. compared with the nc group, introduction of mir-330-5p mimics markedly inhibited the relative luciferase activity of cells co-transfected with the survivin-3'-uTr wt, while miR-330-5p inhibitor significantly increased the luciferase activity of the wt group. However, the luciferase activity of the reporters containing the mut binding site exhibited no evident changes (Fig. 4d) . To further investigate whether mir-330-5p regulates survivin expression, the effect of mir-330-5p overexpression or inhibition on survivin protein expression was examined in oS cells. it was clearly observed that overexpression of mir-330-5p inhibited the protein expression of survivin in the u2oS and MG63 cells, whereas knockdown of mir-330-5p promoted survivin expression ( Fig. 4e and F) . These results demonstrated that mir-330-5p was able to suppress the expression of the proto-oncogene survivin in oS cells by directly targeting the survivin 3'-uTr.
miR-330-5p suppresses cell growth and induces cell apoptosis through targeting survivin.
First, the overexpression efficiency of pcDNA-survivin transfection in OS cells was determined (Fig. 5a) ; the expression levels of survivin in was significantly higher compared with empty vector-transfected cells, which indicated successful transfection of the overexpression vector. To investigate whether mir-330-5p exerts an antitumor effect through regulating survivin, u2oS and MG63 cells were co-transfected with mir-330-5p mimics and pcdna-survivin plasmid, and cell viability, apoptosis, invasion and migration was assessed. as shown in Fig. 5B , the transfection of cells with survivin expression vectors significantly upregulated survivin expression and restored the decreased survivin expression in mir-330-5p mimics-transfected cells. CCK-8 assay and flow cytometry assays were then conducted to determine the cell viability and apoptosis, respectively. The results demonstrated that overexpression of survivin significantly increased the viability and inhibited apoptosis in mir-330-5p mimics + pcdna-vector-transfected cells ( Fig. 5c and d) . Furthermore, the inhibitory effects of mir-330-5p overexpression on the invasion and migration abilities of cells were reversed by survivin overexpression (Fig. 5e and F) . These results suggest that mir-330-5p functions as a tumor suppressor in oS, at least partially, through regulating survivin expression. 
Discussion
in the present study, the results indicated that mir-330-5p was significantly downregulated in OS tissues and cell lines, and its low expression was closely associated with the clinical stage and overall survival of oS patients. Subsequently, functional experiments in oS cell lines revealed that overexpression of mir-330-5p inhibited the cell viability, migration and invasion, promoted cell apoptosis and induced cell cycle arrest. Mechanism research demonstrated that the underlying mechanism of mir-330-5p was associated with targeting and inhibiting survivin, a well-known oncogenic gene. overall, the current study provided an insight into the possible involvement of the mir-330-5p/survivin axis in the development and progression of oS. recent publications have demonstrated that mir-330-5p functions as a tumor suppressor or an oncogene in the context of different cancer types. For instance, Kong et al (18) reported that miR-330-5p was significantly decreased in NSCLC, while overexpression of mir-330-5p markedly inhibited nSclc cell growth and promoted cell apoptosis. lee et al (19) also demonstrated that mir-330 functioned as a tumor suppressor and induced the apoptosis of prostate cancer cells through targeting e2F1. By contrast, mir-330 was found to be upregulated in glioblastoma and to function as an oncogenic factor by enhancing proliferation and invasion, and inhibiting apoptosis through the activation of erK and phosphoinositide 3-kinase/protein kinase B pathways (20, 21) . However, the expression and role of mir-330-5p in oS remain unknown. in the current study, mir-330-5p was significantly downregulated in oS tissues, with a markedly lower expression detected in metastatic tissues, indicating that decreased mir-330-5p was associated with oS metastasis. The study also identified that low miR-330-5p expression in OS patients was significantly associated with the clinical stage and distant metastasis, as well as poorer prognosis. These findings suggested that miR-330-5p may serve as an effective biomarker for the prognosis of patients with oS. next, the role of mir-330-5p in malignant progression of oS was examined. In OS cells, overexpression of miR-330-5p significantly inhibited the cell proliferation, promoted cell apoptosis and induced cell cycle arrest at G2/M phase in vitro. it was also observed that the migration and invasion of oS cells were suppressed by mir-330-5p overexpression, which suggests that mir-330-5p overexpression exerts an antitumor effect in oS.
Survivin, the most important member of the inhibitor of apoptosis family, is known to serve important roles in tumor cell proliferation and invasion, therapeutic resistance and poor prognosis (22, 23) . For instance, a previous study reported that survivin was apparently overexpressed in ovarian cancer, and its overexpression induced cell proliferation and angiogenesis (24). Wang and Ye (25) reported that interfering with the expression of survivin was able to inhibit the cell proliferation, migration and invasion, and promote apoptosis in breast cancer cells. These previous findings suggested that survivin exerts an oncogenic role in tumorigenesis. recently, chen et al (26) demonstrated that mir-34a and mir-203 repressed the proliferation of human oS cells by downregulating the expression of survivin. In the present study, the results identified survivin as a direct and functional target of mir-330-5p, and mir-330-5p was found to directly negatively regulate survivin expression in oS cells. Furthermore, it was demonstrated that survivin was highly expressed in OS tissues, and a significant negative correlation was observed between mir-330-5p and survivin expression. notably, overexpression of survivin partially reversed the inhibitory effects of mir-330-5p in oS cells. These data suggest that mir-330-5p exerts its tumor suppressive role by targeting survivin.
in conclusion, the data of the present study revealed that mir-330-5p functions as a tumor suppressor, and participates in the inhibition of cell proliferation and invasion, as well as promotes apoptosis and induces cell cycle arrest in oS cells by directly regulating the expression of survivin. These findings indicated that mir-330-5p may be a promising therapeutic target for the treatment of oS.
